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78a Sunday, February 3, 2013the target sites and formation of a DNA quadruplex. As a result, target se-
quences are accessible for the next round of priming and DNA amplification
proceeds under isothermal conditions. QPA can proceed in either a linear or
an exponential amplification mode. Experiments here demonstrate that linear
QPA has a potential to be highly specific. We have combined linear QPA
with nicking enzymes to reach the level of exponential signal amplification.
In our assays we use specifically designed probes that are complementary to
both pathogen and QPA template. When the probe is annealed to the pathogen
DNA and the nicking site is folded, the enzyme nicks the pathogen strand and
creates the 5’-overhang or primer/template complex, which is elongated by
polymerase. At this point the nicking enzyme and polymerase initiate QPA
template production, which later binds to QPA primers and produces signal.
We will discuss thermodynamic and kinetic bases of these multi-step reaction,
which can be conducted isothermally between 55 and 65 C. Supported by Bill
& Melinda Gates Foundation.
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Genome instability is an underlying factor of all cancers. Defects in DNA repair
mechanisms contribute significantly to this factor. Recent reports indicate the
mechanical properties of cells change as they advance through different stages
of neoplastic transformation. The main goal of this study is to investigate how
changes in the intracellular environment and changes in DNA repair protein
distribution are altered in cells undergoing neoplastic transformation. For this
study we have chosen to use human mammary epithelial (HME) cells from
theWeinberg line. Lipofection was used to transiently transfect enhanced green
fluorescent protein (egfp) fusions to MSH2 mismatch repair proteins. We have
measured the localization and diffusion of these fusions using fluorescence re-
covery after photobleaching (FRAP) and raster image correlation spectroscopy
(RICS) on live cellsmaintainedunder appropriate environmental conditions.We
have tested normal, immortal, and tumorigenic cells in this study. The acquired
data was analyzed using custom written Matlab programs as well as commer-
cially available software. Preliminary results show localization of the fusions
to the nucleolus in all cell types tested. The surrounding nucleus generally has
the weakest localization signal. We have also observed smaller diffusion coeffi-
cients in the nucleus of tumorigenic cells compared to normal cells. This work is
supported by NSF Materials and Surface Engineering grant CMMI-1152781.
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A nanostructured polystyrene based inorganic-organic composite membrane
has been synthesized by sol-gel method under acidic conditions. Investigation
on the electrochemical properties showed that higher membrane potential was
observed in case of LiCl than other electrolytes used such as NH4Cl, KCl and
NaCl for the nanocomposite membrane. Effective fixed charge densities were
evaluated from the measured potential and were found to follow the order
Liþ > NH4
þ > Kþ > Naþ. The permselectivity, ionic mobility ratio and
counter-ion transport number of the composite membrane have also been cal-
culated which suggest that the inorganic-organic nanocomposite membrane is
more cation-selective towards Liþ ions; however the selectivity increases with
dilution for all monovalent electrolytes. These membranes were comprehen-
sively characterized for their physicochemical properties, morphology, molec-
ular interactions, crystalline nature and thermal stability by water uptake and
porosity studies, scanning electron microscopy (SEM), Fourier transform infra-
red (FTIR), X-ray studies, thermogravimetric and differential thermal analyses
(TG-DTA). The ion-exchange capacity, volume void porosity and water uptake
of the membrane were found to be highly dependent on polystyrene content in
the membrane phase and these properties decreased with increase in the amount
of the organic polymer.
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We investigated the action potential and the increase in nerve diameter associ-
ated with the signal transmission. Combining electrophysiological methods andAtomic Force Microscopy we obtained the electrical and mechanical signal
associated to the nerve transmission. The results were discussed in the contest
of the soliton model developed by Heimburg and Jackson [1] as an alternative
to the Hodgkin and Huxley model for signal propagation in nerves [2]. The ex-
periments have been performed using the ventral cord of earthworms (Lumbri-
cus terrestris) that were previously anesthetized for dissection and nerve
extraction. The protocols used in our experiments follow the general approach
in previous experiments by Tasaki et al. [3] and Kim et al. [4].
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In aqueous solutions, neutral lipid bilayers form multilamellar lipid vesicles in
which the repeat spacing is highly sensitive to water soluble molecules and ions
[1]. In this work, we report and compare electrical polarizabilities [2] of two
classes of zwitterionic solutes: Good’s buffers and amino acids. We find that
both pH buffers and amino acids are more polarizable than common monova-
lent ions in proportion to molecular weight. In addition, there is a clear distinc-
tion between how the polarizability values for organic molecules scale with
molecular weight compared to salt ions: molecular weight dependence is
almost linear for organic molecules while the dependence for salt ions is
a power law with exponent 2/3. These results are used to explain the interac-
tions between lipid membranes in the presence of solutes.
[1] Koerner et al., Biophys. J. 101, 2011, [2] Szymanski and Petrache, J. Chem.
Phys. 143, 2011.
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The changes in Kþ-nonactin steady-state membrane conductance were mea-
sured to estimate the changes in the dipole potential (D4d) of phospholipid
bilayers (DOPS, DOPE, DOPC) after two-side addition of quercetin or myrice-
tin into membrane bathing solution (0.1M KCl pH7.4). Table presents the
results of the approximation of the obtained data by Langmuir adsorption iso-
therm. The maximum dipole potential changeD4d(N) depends on flavonol and
membrane types. It is larger in case of quercetin than for myricetin. This differ-
ence may be attributed to higher hydrophobicity of quercetin compared with
myricetin. The smaller values of |D4d(N)| in the case of DOPS and DOPE
than for DOPC may be resulted from smaller effective surface density of
dipoles due to electrostatic repulsion between serine residues and negative
spontaneous curvature of DOPE relative to membranes made from the phos-
pholipid with neutral spontaneous curvature, DOPC. Comparison of dissocia-
tion constants (K) shows that flavonol affinity for DOPE-bilayers is smaller
than that for DOPS and DOPC-membranes. The study was supported in part
by RFBR, the Grant of the President of RF (#MK-1813.2012.4) and the Russian
State Contract #8119 (MES, FTP, SSEPIR).
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Studies of the charge dependence of electrostatic interactions between charged
colloidal particles in aqueous suspension have been hindered by a lack of
controllability of the particle charge. However with liposomes, the particle
charge can readily be controlled by the ratio of charged/neutral lipids. The
nominal charge Z0 of non-interacting liposomes can be verified by their elec-
trophoretic mobility. In deionized suspensions, mutual repulsions produce an
Sunday, February 3, 2013 79aelectrostatically stabilized gel. The rigidity of the gel, indicative of the interac-
tion strength and range, can be quantified by measurement of the elastic
modulus G0. We obtain G0 by optically trapping and oscillating a polystyrene
particle in the gel and measuring the amplitude and phase of its displacement.
From the screened Debye-Hu¨ckel potential, G0 is related to an effective particle
charge Z*, as described by Alexander et al. (1984). Thus we determine Z* as
a function of Z0. The particle charge Z in the presence of interactions can be
calculated from G0 by numerical integration of the Poisson-Boltzmann equation
(Alexander et al., 1984). In deionized solutions, because there is 1 dissociated
Hþ for each particle charge, higher Z* is accompanied by more Hþ and more
screening. At low Z*, the interaction is dominated by the particle charge, and
G0 increases as Z*3. At high Z*, the interaction is dominated by Hþ screening,
and G0 decreases as exp(-Z*1/2). We demonstrate this effect experimentally and
determine Z* at G0max for several liposome concentrations. A G0 maximum can
still exist in the presence of low ionic-strength salt when [Hþ] is comparable to
the concentration of salt counterions. Our results show that the elastic moduli of
electrostatically stabilized colloidal suspensions in low ionic-strength media
are maximal at intermediate values of the particle charge.
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Phosphatidylinositol 4,5-bisphosphate (PIP2) is a minor component of the in-
ner plasma membrane that is capable of binding to hundreds of intracellular
proteins. It carries a large negative charge, has a big lateral surface area,
and can form clusters under certain ionic conditions in vitro. We have com-
pleted an analysis of the structure of PIP2 at the quantum level and the
propensity for PIP2 to bind physiologically relevant divalent cations. We
performed a geometry optimization at the Hartree-Fock 6-31G(d) level of
theory in vacuum and with a polarized continuum dielectric to determine
the conformation of the phospholipid headgroup in the presence of water
and its partial charge distribution. The angle between the headgroup and
acyl chains is approximately 89 degrees, indicating that the inositol ring
may lie flat along the surface of the inner plasma membrane. Next, we em-
ployed hybrid quantum mechanics/molecular mechanics (QM/MM) simula-
tions to investigate the protonation state of PIP2 and its interactions with
divalent cations such as magnesium or calcium. We test the hypothesis that
binding of magnesium to PIP2 is mediated by a water molecule that is absent
when calcium binds. We observe that binding of calcium is able to deproto-
nate PIP2 at one phosphate group, which causes the molecule to decrease in
size, and this does not occur when magnesium binds. These results may ex-
plain the ability of calcium to induce the formation of PIP2 clusters and phase
separation from other phospholipids.
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Due to thermal motion and molecular polarizability, physical interactions at the
membrane-water interface have a pronounced dynamic character. In particular,
the interplay between molecular disorder (entropy) and molecular interactions
can have unexpected consequences primarily with regard to membrane electro-
statics [1,2]. We show experimentally that significant charging occurs for lipid
membranes in the presence of highly polarizable solutes such as anions and
zwitterionic pH buffers. To complicate matters, this charging process takes
place while there is a net deficit of solutes in the immediate vicinity of mem-
branes. The important consequence is that electrostatic forces between macro-
molecular surfaces are then less screened and can act over long distances. We
quantify both membrane electrostatics and solute deficit by using a number of
experimental methods including small-angle x-ray scattering, buoyancy mea-
surements, and molecular drift in electric fields. It is also shown that there
are solute mixtures in which electrostatic cancellation occurs. These aspects
of membrane electrostatics are relevant to studies of membrane fusion and of
protein-lipid membrane interactions.
[1] Petrache et al. J. Am. Chem. Soc. 2005, [2] Koerner et al. Biophys. J. 2011.
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Cardiolipin was first isolated in 1941, and has since been implicated in several
critical physiological roles. The distribution of cardiolipin species in tissuesacross prokaryotes and eukaryotes, and its concentration in membranes across
which proton gradients drive energy production, is well characterized. The
various functions attributed to cardiolipin include the structural stabilization
of oxidative phosphorylation complexes in the inner mitochondrial membrane,
where it constitutes about 25% of lipid. Its acid-base titration profile suggests
a variable head group pKa in the physiological range, which leads to the
hypothesis that cardiolipin also serves as a proton reservoir for energy-
related protein complexes in the mitochondrial inter membrane space, thyla-
koid lumen, and at the outer leaflet of bacterial membranes. The importance
of cardiolipin in these ascribed roles is further underscored by its involvement
in diseases such as Barth’s syndrome, where mitochondrial dysfunction is a ma-
jor factor.
In contrast to this physiological importance, Cardiolipin remains one of the
least well characterised lipids from a biophysical perspective. In particular,
there is still no consensus on whether it is a hydrogen bond between a proton-
ated phosphate and the free 2-hydroxyl of the bridging glycerol of cardiolipin
that explains its anomalous pKa. Furthermore, static 31P solid-state NMR
characterisations of the head group have been difficult to interpret. We use
our new Boltzmann-statistics maximum entropy analysis to globally analyse
slow magic angle spinning spectra, and explain the uncharacteristic 31P
static NMR spectra. Together with differential scanning calorimetry analysis,
intriguing evidence emerges for the hydrogen bond hypothesis. We further
pursue the hypothesis with additional solid-state NMR 31P{1H} heteronuclear
correlations (HETCOR) and rotational-echo double-resonance (REDOR)
experiments.
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Presence of water in the membrane structure has been invoked to interpret the
insertion of highly hydrophilic aminoacid moieties in pools between acyl
chains, described as water pockets. Analysis of the band corresponding to
the frequency of vibrational symmetric stretching mode of methylenes and
the bands of water below and above the phase transition of different lipids
by Fourier transform infrared spectroscopy give strong support to the formation
of confined water pockets in between the lipid acyl chains.We present a rational
description of the water pockets creation and the influence of the adjacent wall
formed at the phase transition by analyzing the changes of FTIR-ATR spectra
in the regions corresponding to the CH2 and water bands shifts with tempera-
ture. The presence of water in these packing defects gives support to the crea-
tion of regions with free energy excess due to reinforcement of the water
structure. This high energy defects explains the insertion of peptides and ami-
noacid residues and translocation of peptides through the biomembrane.
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The gel phase of DPPC has been the best characterized lipid bilayer. It has
therefore been alarming that recent publications have reported a gradual de-
crease in lipid molecular volume of DPPC multilamellar vesicle dispersions
in the gel phase upon repeated thermal cycling between 10C and 50C using
a commercial densimeter. The considerable size of this decrease would have
significant implications for the physical chemistry of biomembranes. We
have confirmed this phenomenon with the same densimeter model. By contrast,
neutral buoyancy measurements performed with similar thermal cycling show
no gradual change in lipid volume in the gel phase at 20C. Remixing the lipid
in the densimeter shows that the apparent volume decrease is an artifact. We
conclude that volumes obtained by neutral buoyancy measurements remain
accurate and that gel phase DPPC bilayers exist in a volumetrically stable state.
This research is accepted for publication in Physical Chemistry Chemical
Physics. It has been supported by the U. S. National Institute of General
Medical Sciences of the National Institutes of Health under award number
R01GM044976 to JFN and STN. The content is solely the responsibility of
the authors and does not necessarily represent the official views of the National
Institutes of Health.
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This study uses differential scanning calorimetry (DSC) and fluorescence spec-
troscopy to study the thermodynamic and kinetic effects of the monofluorinated
